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Description

[0001] The present invention describes a method of diagnosis and/ or follow up of the evolution of most types of
cancer, for instance after a chemotherapy or after an operation.

[0002] Itis known that diagnosis and follow up of the evolution of cancer are done, besides direct observation of the
tumors, by biopsy analysis or in the case of blood malignancies by analysis of the bone marrow. This implies either a
surgical intervention or an invasive test such as a biopsy or a bone marrow aspiration. Now, without taking into account
the disagreeable or even dangerous aspect of such methods it has been observed that they could moreover not be very
precise.

[0003] Conventional methods of diagnosis are not very satisfactory. As an example, colorectal cancer screening
presently relies on fecal occult blood testing (FOBT) which is both insensitive and non-specific. In contrast, flexible
sigmoidoscopy is sensitive and specific for early distal disease but is both invasive and insensitive for proximal disease.
Furthermore, barium enema is relatively sensitive and specific but requires colonic preparation, radiation and a day off
work, while total colonoscopy is highly sensitive and specific but is also invasive and expensive.

[0004] The situation appears little better for other cancers. No reliable test is available for early detection of lung
cancer, with computerized tomography being the most reliable tool.

[0005] An important strategy to reduce mortality from breast cancer is the introduction of mammographic screening
in an attempt to detect cancers at an asymptomatic and pathologically early stage. Although several studies indicate
that mass screening is a useful strategy for reducing breast cancer mortality, there are a number of disadvantages
associated with this form of cancer screening. These include a high rate of false positive tests, frequent false negative
tests and the enormous public health costs involved. Thus, when the benefits of mammographic screening are weighed
against its costs and other disadvantages, it is perhaps not surprising that this form of screening has engendered an
enthusiastic and contentious debate over the past 20 years.

[0006] Finally, development of conventional protein tumor markers, such as carcinoembryonic antigen (CEA) and
alpha-fetoprotein (AFP), along with the widely used prostate specific antigen (PSA) was driven largely by the introduction
of new methods for quantifying small amounts of circulating proteins. However, sensitivity and specificity shortcomings
with these assays remain to be overcome.

[0007] The aim of this invention consists therefore in providing a method of diagnosis and/or follow up of the evolution
of most types of cancer which would be, on one hand, more precise and trustworthy and, on the other hand easier to
perform without implying an invasive test for the patient.

[0008] Small amounts of free DNA circulate in both healthy and diseased human plasma or serum, and increased
concentrations of plasma or serum DNA are presentin cancer patients. The presentinventors were the firstto demonstrate
that this DNA extracted from the plasma of cancer patients has tumor related characteristics. They include decreased
strand stability, oncogene and tumor suppressor gene mutations, microsatellite alterations, and gene hypermethylation.
This has led to suggest that a non-invasive diagnostic test for cancer might be feasible using these molecular techniques.
[0009] Using essentially similar molecular techniques, tumor related mMRNA have been detected in the plasma of
cancer patients. These RNA markers are the result of an over expression of some genes in the cancer cells and may
be found in in increased quantities in the plasma/serum of cancer patients compared to healthy controls.

[0010] Now this over expression of genes is often accompanied by an amplification of the same gene in the cancer
cells, and the present inventors have found that this amplification can be seen subsequently in the plasma/serum of the
patient. It should be stressed that this amplification is independent of the fact that there is, as mentioned above, usually
more plasma/serum DNA in cancer patients than in healthy controls.

[0011] Furthermore, it is known, especially from the publications ANKER P. AND AL : "Circulating nucleic acids in
plasma and serum as a noninvasive investigation for cancer: time for large-scale clinical studies?" International Journal
of Cancer, New York, NY, US, 2003, pages 149-152, XP002275956 ISSN: 0020-7136, GOESSL CARSTEN : "Diagnostic
potential of circulating nucleic acids for oncology. "Expert review of molecular diagnostics, Jul. 2003, vol. 3, no 4, July
2003 (2003-07), pages 431-442, XP002341141 ISSN: 1473-7159 and SILVA J. AND AL, 2002, Genes, chromosomes
& cancer, 35, 4, 375-376 that the use of circulating nucleic acids in plasma and serum as a noninvasive investigation
for cancer, more particularly by detection of both circulating DNA respectively RNA from various genes.

[0012] The present inventors have therefore developed a cancer detection assay in plasma/serum measuring by
adding and comparing the amount of DNA and RNA of certain genes in the plasma/serum of cancer patients that are
the reflection of a gene amplification and a gene over expression. Thus gene amplification (seen by more DNA) and
gene over expression (more RNA) are linked.

[0013] They have further shown that more particularly the genes analyzed are those selected from the hTR, hTERT
and TEP1.

[0014] Consequently, the object of the present Invention, reaching the above Consequently, the object of the present
invention, reaching the mentioned aim, is consisting in a method for the diagnosis or the follow up of the evolution of
cancers which comprises measuring together gene over expression (RNA) and gene amplification (DNA) in the bodily
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fluids of patients suspected to harbor cancer on any gene that is both amplified and over expressed in cancer cells and
comparing to healthy controls, in which RNA and DNA are extracted from a bodily fluid, purified and amplified and which
is characterized by the fact that elevated levels of hTR, hTERT or TEP1 RNA and elevated levels of hTERT DNA are
detected compared to a unique house keeping gene.

[0015] More particularly, RNA and DNA are extracted from a bodily fluid, such as plasma, serum, sputum, saliva, etc,
purified and amplified, and the over expressed RNA and amplified DNA are analyzed and compared to a unique house
keeping gene.

[0016] Preferably, the nucleic acids are amplified by reversed transcriptase chain reaction (RT-PCR) and are analyzed
by gel coloration, by radioactive immunological technique (RIA), by enzyme linked immunosorbant test (ELISA) or by a
microchip test (gene array), and possibly quantified by any method for nucleic acid quantification.

[0017] The quantification of RNA and DNA can advantageously be carried out by real time PCR, such as "Taq Man",
or on capillaries "Light Cycler", or real time PCR and RT PCR of any company.

[0018] Furthermore, the genes analyzed may be compared to a reference nucleic acid extract (DNA and RNA) cor-
responding to the expression (RNA) and quantity (DNA) of a unique house keeping gene, or to a reference RNA corre-
sponding to the expression of a house keeping coding gene, or to a reference DNA corresponding to a unique gene, or
may be estimated in reference to a standard curve obtained with nucleic acids of a cell line.

[0019] Inthe following description of the present invention, telomerase RNA and DNA have been chosen as example,
since telomerase activity is enhanced in 85 to 100% of cancers. But it must be stressed that the present invention is
valid for all genes, and specially oncogenes that have been reported to be both amplified and over expressed in many
cancers and cancer cell lines, for instance MYCN in neuroblastoma, ErbB2 in esophagal, breast and ovarian cancer,
Her2, Her2/Neu and Herl in breast and Her2/Neu in lung, Cyclin A an D1 in colorectal or laryngeal cancer, ABL in
leukemias and lymphomas, SKP2 in non small cell lung cancer, ETV& (TELgene) in myelodysplastic syndrome. These
are some of the most studied, but many others have been reported, such as MGC2177, PLAG1, PSMC6P, and LYN.
[0020] Tollustrate the present invention, the hTERT gene was used, which codes for the reverse transcriptase of the
telomerase ribonucleoprotein.

[0021] Telomerase is a ribonucleoprotein enzyme that synthesizes repeated telomeric sequences at chromosomal
ends. The telomeres protect the chromosomal ends and at each cell division these telomeres are shortened. Telomerase
composed of an RNA template (hTR) and a reverse transcriptase enzyme (hTERT) plus associated proteins such as
TEP 1 that synthesizes these telomeres.

[0022] The activity of this enzyme has become an accepted indicator for the diagnosis and the prognosis of most
malignant tumors. The expression of human telomerase RNA (hTR) or of the reverse transcriptase enzyme of the RNA
telomerase (hTERT) or of the associated protein (TEP1) has been measured during the progression of several types of
tumors. This has enabled the establishment of a correlation between this expression (the amount of RNA) and telomerase
activity. Most cancers and immortalized cell lines have a high telomerase activity that reflects a mechanism that escapes
normal aging regulations. Furthermore, the present inventors have already described in previous publications (EP-A-
1158055 and W0O01/90409) the measurement of the amount of MRNA in the plasma/serum coding for hTR, hTERT and
TEP1, in comparison with a reference gene.

[0023] Now, anamplification of the genes (DNA) coding for telomerase subunits (especially hTERT) has been observed
in cancer cell lines and in different kinds of cancers. The present inventors have further observed an amplification of the
hTERT gene in the plasma of cancer patients.

[0024] Although RNA components and mRNA coding for telomerase are cellular components, it was observed that,
surprisingly, these components could be also found in an extracellular form in plasma or serum.

[0025] Indeed when both nucleic acids are extracted and amplified, the difference between the healthy controls and
the cancer patients is surprisingly higher.

[0026] To sum up the method, the present inventors have shown an increased amount of hTR, hTERT and TEP1
RNA in the plasma or serum of persons suffering from breast, ovarian, head and neck, pancreatic, liver, stomach or
colon cancer while these products have been shown to be absent in the blood of healthy persons. Moreover DNA coding
for telomerase components in particular for nTERT can also be found in greater amounts (amplified) in the plasma of
cancer patients than in healthy controls. It is known since a long time that there is often more DNA in the plasma of
cancer patients than in the plasma of healthy controls (this has been demonstrated by measuring the amount of beta-
globin for instance), but hTERT DNA yields even more than what could be expected, giving evidence of an amplification
of this gene.

[0027] More precisely, the method of diagnosis according to the invention consists in extracting the nucleic acids (RNA
and DNA) from the plasma or the serum of the blood, purifying it and amplifying it in order to establish the presence and
the quantity of the product made in this case by the reverse polymerase chain reaction (RT-PCR) representing both
RNA and DNA of components hTERT. This shall be done in a comparative manner between the plasma or serum of a
person suspected of malignancy and the plasma or serum of a healthy person or of a control suffering from a non-
malignant disease.
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[0028] The amplification product of the DNA and of the RNA components transcribed into DNA by RT-PCR are detected
and quantified. This can be done by any nucleic acid quantification method.

[0029] Similarly, any technique of extraction of purification and of amplification of the nucleic acids (DNA and RNA)
in the plasma or the serum may be used.

[0030] The present invention will now be illustrated in a non-limitative manner by the following example related to the
diagnosis of some cancers using hTERT DNA and RNA quantification.

EXAMPLE

[0031] Diagnosis of different cancers by the detection of amplified hnTERT DNA and over exypressed hTERT RNA in
the plasma or serum of the blood.

[0032] Blood samples (2 ml) were collected in EDTA tubes prior to surgery or treatment on patients bearing small
malignant breast tumors or on patients suffering of head and neck, colorectal, pancreatic and liver cancer. Blood was
taken in the same way to healthy volunteers as controls.

[0033] To guarantee good quality plasma nucleic acids, the whole blood samples should be centrifuged as soon as
possible. If the centrifugation cannot take place immediately, the blood samples should be stored at 4°immediately after
blood collection and centrifuged within 6 hours. The blood samples at 1,600g for 10 min at 4°C. The plasma was
transferred into new tubes taking care not to disturb the buffy coat layer. A second round centrifugation of the plasma
was performed at 16,0009 for 10 min at 4°C. The plasma was finally transferred into new tubes taking care not to disturb
the underlying cell pellet and stored if necessary at -70°.

[0034] RNA and DNA were extracted using a commercially available kit (Ultrasens viral kit from Qiagen), which extracts
DNA as well as RNA, according to manufacturers instructions.

[0035] The primers and Tag Man probe for hnTERT were located on one exon and which would yield both RNA and
DNA: F: 5-ACC GTC TGC GTG AGG AGA TC-3’; R: 5-CCG GTA GAA AAA AGA GCC TGT TC-3' and the PROBE
5'Fam -TGT ACG TCG TCG AGC TGC TCA GGT CTT T-3' TAMRA.

[0036] As reference for RNA and DNA we used the beta-Globin gene on exon 2: forward primer: 5 CTGCTGGT-
GGTCTACCCTTG 3’; Reverse primer : 5 CCTGAAGTTCTCAGGATCCA 3'; and Hybridization probe:5’Fam. CTCCT-
GATGCTGTTATGGGCAACCCT 3 TAMRA’ which would yield both RNA and DNA or the GAPDH gene on exon 8:
Forward primer 5’GTGGACCTGACCTGCCG3’; Reverse primer 5 GGAGGAGTGGGTGTCGC 3'and the probe for Taq
Man 5’FAM-AAGGGCATCCTGGGCTACACTGAGCA3 TAMRA.

[0037] These reference primers for RNA and DNA can be replaced by any housekeeping unique gene. The results
given below were calculated using arbitrary quantities expressed either as CT (cycle threshold numbers) or 22CT values
(forinstance 2CT of hnTERT-CT of b-Globin). They always compared extractions of plasma nucleic acids of cancer patients
and healthy donors extracted the same day and with the same amount (0.5ml) of plasma/serum. Itis possible to estimate
in another way by comparing the results to a curve obtained by known quantities of one gene.

[0038] The QuantiTect Probe RT-PCR (Qiagen) was used in 25ul RT-PCR reaction mixture containing the manufac-
turer’s Master Mix, the RT mix lomniscriptTM reverse transcriptase, sensiscript TM reverse transcriptase, hot-start TaqgTM
DNA polymerase) to which we added the set of primers (0.4u.M) and Tag Man probe (0.1 wM) and 3 to 6 wl of the 30
wl of eluted nucleic acids. The RT-PCT conditions of the mixture were an initial incubation at 50°C for 30 min followed
by a 95°C incubation for 15 min to activate the HotstarTagTM DNA Polymerase, then 50 cycles at 94°C (15 sec), 60°C
(1 min).

[0039] All base sequences mentioned here above as primer examples are known and may as such be consulted on
the web site of the Genome Database (http:/www.gdb.org/). They may be replaced by other primers and probes located
on the above-mentioned genes. Reference genes may be changed by other genes.

Results obtained :

[0040] Data have been obtained on 74 cancer patients and 51 controls with 98% specificity. The sensitivity changes
from cancer to cancer ranging from 81 % to over 90%. The cancer patients suffered from head and neck, breast,
colorectal, pancreatic and liver cancers.

[0041] The results obtained by Real Time Quantitative RT PCR measuring both DNA and RNA of hTERT compared
to beta-Globin gene in the plasma of cancer patients and healthy controls are presented on the following Table.

Samples studied Number of samples | hTERT positive %
CONTROLS 51 2%
PANCREATIC CANCER | 27 81%




10

15

20

25

30

35

40

45

50

55

EP 1712 639 B1

(continued)

Samples studied Number of samples | hTERT positive %
HEAD AND NECK 16 94%
COLORECTAL 18 83%

BREAST 7 100%

LIVER 6 83%

[0042] Furthermore, the results obtained are illustrated on the annexed figures, where ;

- Figure 1 shows as reference the amplification plots obtained using real time quantitative PCR for the hTERT gene
(DNA), and with the x-axis being the cycle number of the PCR reaction and the y-axis the fluorescence intensity
over background.

- Figure 2 shows as reference the amplification plots obtained using real time quantitative RT-PCR for the hTERT
gene (RNA), and with the x-axis being the cycle number of the PCR reaction and the y-axis the fluorescence intensity
over background.

- Figure 3 shows the amplification plots obtained using real time quantitative RT-PCR for the hTERT gene (total
nucleic acids DNA and RNA), according to the present invention, and with the x-axis being the cycle number of the
PCR reaction and the y-axis the fluorescence intensity over background.

[0043] As it can easily be seen on Figure 1, the first group of lines (A) with a CT value around 37 is composed of the
amplification product of samples of DNA from healthy donors with hTERT primers, and the second group (B) with a CT
value around 35 is composed of the amplification product of samples of plasma DNA from patients suffering from head
and neck cancer.

[0044] On Figure 2, the first group of lines (C) with a CT value around 34 is composed of the amplification product of
samples of RNA from healthy donors with hTERT primers, and the second group (D) with a CT value around 32 is
composed of the amplification product of samples of plasma RNA from patients suffering from head and neck cancer.
A difference of 2 CT values represents a difference of 4 times RNA values obtained from the same amount of plasma.
[0045] On Figure 3, which represents the results of the method according to the present invention, the first group of
lines (E) with a CT value around 35 is composed of the amplification product of samples of plasma nucleic acid from
healthy donors with hnTERT primers, and the second group (F) with a CT value around 29 is composed of the amplification
product of samples of plasma nucleic acid from patients suffering from head and neck cancer. The difference between
the CT values (comprising RNA and DNA) of the control group and the cancer group is higher than in figures 1 and 2,
DNA or RNA are measured. This demonstrates the clear advantage of the method according to the present invention.

Claims

1. Method for the diagnosis or the follow up of the evolution of cancers which comprises measuring together gene over
expression (RNA) and gene amplification (DNA) in the bodily fluids of patients suspected to harbor cancer on any
gene that is both amplified and over expressed in cancer cells and comparing to healthy controls, in which RNA
and DNA are extracted from a bodily fluid, purified and amplified and which is characterized by the fact that elevated
levels of hTR, hTERT or TEP1 RNA and elevated levels of hTERT DNA are detected compared to a unique house
keeping gene.

2. Method according to claim 1, characterized by the fact that the nucleic acids are amplified by reversed transcriptase
chain reaction (RT-PCR).

3. Method according to claims 1 or 2, characterized by the fact that the genes analyzed are compared to a reference
nucleic acid extract (DNA and RNA) corresponding to the expression (RNA) and quantity (DNA) of a unique house
keeping gene.

4. Method according to claims 1 or 2, characterized by the fact that the genes analyzed are compared to a reference
RNA corresponding to the expression of a house keeping coding gene.
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Method according to claims 1 or 2, characterized by the fact that the genes analyzed are compared to a reference
DNA corresponding to a unique gene.

Method according to claims 1 or 2, characterized by the fact that the genes analyzed are estimated in reference
to a standard curve obtained with nucleic acids of a cell line.

Method according to one of claims 1 to 6, characterized by the fact that the nucleic acids RNA and DNA are
analyzed by gel coloration, by radioactive immunological technique (RIA), by enzyme linked immunosorbant test
(ELISA) or by a microchip test (gene array), and possibly quantified by any method for nucleic acid quantification.

Method according to one of claims 1 to 7, characterized by the fact that the nucleic acids RNA and DNA are
quantified by real time RT PCR.

Patentanspriiche

1.

Methode der Krebsdiagnose oder der Verfolgung der Krebsentwicklung, die umfasst, Genuiberexpression (RNA)
und Genamplifikation (DNA) in den Kérperflissigkeiten von Patienten, die krebsverdéchtig sind, an einem beliebigen
Gen, das in Krebszellen sowohl amplifiziert als auch Uberexprimiert wird, gemeinsam zu messen und mit gesunden
Kontrollsubjekten zu vergleichen, wobei RNA und DNA aus einer Korperflussigkeit extrahiert, gereinigt und ampli-
fiziert werden, und die dadurch gekennzeichnet ist, dass im Vergleich zu einem eindeutigen Haushalts-Gen
erhdhte Niveaus von hTR-, hTERT- oder TEP1-RNA und erhdhte Niveaus von hTERT-DNA erfasst werden.

Methode nach Anspruch 1, dadurch gekennzeichnet, dass die Nukleinséauren durch eine Revers-Transkriptase-
Kettenreaktion (RT-PCR) amplifiziert werden.

Methode nach Anspriichen 1 oder 2, dadurch gekennzeichnet, dass die analysierten Gene mit einem Bezugs-
Nukleinsaureextrakt (DNA und RNA) verglichen werden, der der Expression (RNA) und Menge (DNA) eines ein-
deutigen Haushalts-Gens entspricht.

Methode nach Anspriichen 1 oder 2, dadurch gekennzeichnet, dass die analysierten Gene mit einer Bezugs-
RNA verglichen werden, die der Expression eines Haushalts-Kodiergens entspricht.

Methode nach Anspriichen 1 oder 2, dadurch gekennzeichnet, dass die analysierten Gene mit einer Bezugs-
DNA verglichen werden, die einem eindeutigen Gen entspricht.

Methode nach Ansprichen 1 oder 2, dadurch gekennzeichnet, dass die analysierten Gene unter Bezugnahme
auf eine Standardkurve geschétzt werden, die mit Nukleinséuren einer Zelllinie gewonnen wurde.

Methode nach einem der Anspriche 1 bis 6, dadurch gekennzeichnet, dass die Nukleinsauren RNA und DNA
durch Gelfarbung, ein radiochemisches immunologisches Verfahren (RIA), einen enzymgekoppelten Immunadsorp-
tions-Test (ELISA) oder einen Mikrochiptest (Gen-Array) analysiert und eventuell durch ein beliebiges Verfahren
der Nukleinsaureamplifikation quantifiziert werden.

Verfahren nach einem der Anspriiche 1 bis 7, dadurch gekennzeichnet, dass die Nukleinsduren RNA und DNA
durch Echtzeit-RT-PCR quantifiziert werden.

Revendications

Méthode pour le diagnostic ou le suivi de I'évolution de cancers qui comprend la mesure conjointe de la sur-
expression de gene (ARN) et de I'amplification de gene (ADN), dans les fluides corporels de patients susceptibles
de présenter un cancer, sur un gene qui est a la fois amplifié et sur-exprimé dans des cellules cancéreuses, et la
comparaison par rapport a des controles sains, dans laquelle ’ARN et ’ADN sont extraits d’un fluide corporel purifiés
et amplifiés, et qui est caractérisée par le fait que des niveaux élevés de hTR, hTERT ou TEP 1 RNA et des
niveaux élevés de hTERT ADN sont détectés en comparaison avec un géne domestique unique.

Méthode selon la revendication 1, caractérisée par le fait que les acides nucléiques sont amplifiés par réaction
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en chaine transcriptase inverse (RT-PCR).

Méthode selon les revendications 1 ou 2, caractérisée par le fait que les genes analysés sont comparés a un
extrait d’acide nucléique de référence (ADN et ARN) correspondant a I'expression (ARN) et & la quantité (ADN)
d’'un géne domestique unique.

Méthode selon les revendications 1 ou 2, caractérisée par le fait que les génes analysés sont comparés a un
ARN de référence correspondant a I'expression d’'un géne codant un gene domestique.

Méthode selon les revendications 1 ou 2, caractérisée par le fait que les genes analysés sont comparés a un
ADN de référence correspondant a un géne unique.

Méthode selon les revendications 1 ou 2, caractérisée par le fait que les génes analysés sont estimés en référence
a une courbe standard obtenue avec des acides nucléiques d’une lignée cellulaire.

Méthode selon I'une des revendications 1 & 6, caractérisée par le fait que les acides nucléiques ARN et ADN sont
analysés par coloration sur gel, par technique immunologique radioactive (RIA), par test immunosorbant lié a un
enzyme (ELISA) ou par un test microchip (gene array), et éventuellement quantifiés par toute méthode de quanti-
fication d’acide nucléique.

Méthode selon I'une des revendications 1 & 7, caractérisée par le fait que les acides nucléiques ARN et ADN sont
quantifiés par RT-PCR en temps réel.
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